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en ziT(D (a) ( c ) <d\ ^fht^^m^tx^x^^-^ m^mmmmm 

(a) WTliH£^-<z>ijte^M3 ^BMW&— ;£#Krna 

(b) (a)ORNA^— Ki~^DNA 

(c) (b) cDDNA^jfA£tbfc-<^— 

[2] — ;£#KRNA^ WTlit^^^a^^fett^ga^-^: l^lE*(D^gB 
[3] ^^:^RNA^^ IS?iJ#-^:2^fB4fe(D^^ia^J^^^RNA-efe§, [l]*fcf*[ 

[4] j^t<^ (a) a»£> (c) (dv ^-r^^^^i:L-c^•Wi-§lsaJ^^bM^J*fc 

(a) WTl*^^(Dte^0£^tCl^MW^RNA^^RNA{^BMW^RNA^^tf^M 
§|RNA 

(b) (a)O^fi^RNA^— Ki~§DNA 

(c) (b) <DDNA#WA£tLfc-<^— 

[6] — ;£#KRNA#\ ia^iJ#-^-:2^fB4fe(D^^ia^J^^^RNA-efe§, [4]£fc«:[ 
5] ^fE«O^J 0 

[0009] [®l]tbmiR-115 (ga?U#^-: 2) £WT1 mRNA^it^W^Wffi^Cia^^^-: 1) 
[|E|2]miR-115^J;§AZ-521|0IS^^i-Sj^^$IJ^(D^B#^^k^i-|l|-e$> 
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[ m 5] WT 1 (D ?&M%m> K X «9 miR- 1 1 5<D AZ-52 1 M J!& i^Mi-^Mm M 'n y 

[|E|7]miRl 15^Bt^6^IE?lJ^UfcmiRl 15(DGFP^^/^^®(D^$lJ^-r |ll-efe§ 

o 

[ooio] ^wti, wTiat^^-fe^^^^i-^'i'^nRNA^iMi-^o — f&mc~^4 

^mRNAte, /h£&non-coding RNA"?\ mRNAia^lJ^fl^fflLTttfc^lMl^v'^ 
^5l^^3"i"RNA^LTt£^L^TV^5 0 -^^PRNA (miRNA) f3\ 1993^Amboros^> 
(Djf/V— ^K^oX^W^^HtCo Amborosibte, ^^(Dlin-4^V>5Non-coding 
RNA^lin-14fe^V ^^lin-28^V >5lftte^<E>3£^£\ 3'-UTRmt&^&1rZ>Z_biC£ 

«m^|^-e^T|jlJ-r§'^^#^bfc 0 ^©t, !!&<DmiRNA£LT21:ife^ib&£ 
let-l^m^tlfCo \et-l\zM~tZ>M%frh\i, — a^^miRNA^^^o^^mRNA 

[0011] miRNA<D^^ i a!§@Mf^^iWT»i5^-%^.^tt-CV^§ 0 miRNA^— Kf55tte 

^frb, ^frhmn^m<DmmfcRNA&&^fLZ> 0 mmfoRNAn, ^rt-ey^ 

PUT— If^ioTpre-miRNA^PTOtl^T^/l^ ^MRNA^^nir^^^^^ 
o pre-miRNA«#fM^^/N^«^^^#:^^L-C^^^^i^$tL^:^, Dicer^i 
o-C^n-fe^v-V^tK J»U«fgtt<DmiRNA£&3 0 J^SUcmiRNAte^^v-^ 
«^#:miRNP^^(9iA^^ 0 ^(DmiRNP^#:^§p^^^taMtt^i-^tl^J 
mRNAbffi&L-XmmffimiZ.ffl)<t^X.bthX\s^ 0 ^fcmiRNA(Dcp^^, 
mRNAlS^IJ^^^tSMtt^^^ siRNA^LT^f^^miRNA^^-f-^-^lg 
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[0012] ^^K^w^nRNA^, m^&&wTimte^<D&^m^tm$&)tf:—^m. 

[0013] ^^m^^^RNAtDU^tf^WTVMi^^^^M^fDm^i^ W^nRNA 

^J©#£U^— -W^LTf*, ga^J#^:l<Dga^J3rW5-£^~e^5o ga?ij#^:l<£> 

o wTiat^^or^y^*— a<£>— o^rga^j#-^:3f^Lfc 0 ia^ij#-^-:icotiK)ga 

#1 f± , BE#I#-J§- : 3 ^ WbWT 1 it^^ga^J ^ XfeM 1 723^^31 1 739{£ tC#^L 
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[0014] ^HJfefclfcjJSl ^T^, ia^lj#-i-: l^fE*fe(D^^ga^J^Wii-?)-^'l'^PRNA^ 
LTmiR-115^;^:/iLo miR-115(Di&Sga?lJ^ mF\^^:2te^~t 0 miR-115fi N 
Dreyfuss^)^ io-C, «^^^^^WeIF2C ) Gemin3,Gemin4, h$k\C$^s^W^vx 
#:miRNP(ribonucleaoprotein)^?f^i-6 v-f^oRNAiZ) — o tVX |r! tb/c 0 
Gemin3,Gemin4te, Gemin2,Gemin5i*^#MttU#lt^(7)i^H^^^^® 
Survival of Motor Neuron (SMN)£SMNlg^#:£^J$i-3r£/^fe;ft,TV^ 0 NCBI 
GenBank-e(DmiR-115(D#^{-iAF480513 -C&3 0 

[0015] ^^K^-^-f^nRNA^, wjimi^(Dm^^mi-^^^ir^m v ). ^<DM 

^m^f^^K 0*b<«25^S^T-e*>^>o J:<90*L<«14-18^^, 

<{ii6^^-efe^ 0 

[0016] ^^^(DmiRNA^^3'-UTR|M^^#^-r§ia^J<Z)^:Sia^J^S^tlW^^?)IB 
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[0017] ^IWOmiRNAte:, *<D*^frt!:iK-^-f"5^.2: 1 fe'C#5o miRNA«r=»— K*f" 
[0018] ^DIKCDmiRNA, H^miRNA^— Ki~^DNA, ^DNA^if A^tW^^— te, M 

tamers- ttfx%% 0 mmM&^hy^^^i/s^mm&m v ^«^aHA 

, ±mm, mm, %m, mmum^±&m. ik^m, nm, ¥ wsm. -b-^tjmsjc 
^mm, $mm, ^nm, mm, mm, -^tzn^v^y^v—^m^^b^x 

[0019] «^(Dig^j<DM$^^T«:, m¥±M^nm^m%u&-tz>~tt»x% 
% 0 M¥±vfm£ft%m&Mb^x, m^^-m^^m, m^m, mm\, mwm, 
mm. %mm, mmm, mmm, mmim, m&m, mmn, mnm, mmm& 

mm, %m, wm, mmm, mmm, m-m^^vn, y^^—^^m, ^ 
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[0020] j^t, ttm&mmmzm<5££QM t {ttte&m*rz> 0 t>ott>, ^m^tie^i 

[0021] [HJfe^ll] microRNA<Djg£R. 

WT1 mRNACDstop codonEfifd^a'UTRCOga^lJ^^fLmicroRNAirLTfil^^S Rj 
!6ti<Dfc5microRNASr'r r — ^(NCBI GenBank) #>£>$I^U 
microRNA (miR) 1153ril$RLfc 0 
[0022] microRNA<Df$®l 

RNA£r 0 ^Wtf-lf— t^^^lgb-^^LfCo rtL^lOO M©aSS"CRNAse free 
water t^^LT^^L, ftfflt"5*"C-80 < C-e«j|$ft#Lfeo I^LfcRNAcDlB^J 
SrJ^T^iE"f~o mir— 115: 5' — uga age gga gcu gga a~3' (IB^!j#^-: 2) 
Luciferase AS 5' — ucg aag uau ucc gcg uac guu -3' (SS^(J$-^-:4) 0 
[0023] miR-115fc£&AZ-52imf&CDMM$ilM 

WTlifr|5^-£iiJ3§gli-3gastric cancer cell line AZ-521^fflJ!^^FBS10%^- 
Dulbecco's Modified Medium (DMEM) X^^\^tl 0 micr6RNAiZ.£Z>1Mfl&<D$l!Mt£. 
, hy^V^-/TXb^iAZ-521^aji^^l.2xl0 5 cells/^mH^M^ 6well plate^£#24 
NfW^^RNA(final conc.2 ix M)3rRNAi Fect(QIAGEN)3rffll ^XWt&\zMJ<[jfc. 0 M 

[0024] AZ-52 1 jNBJia^rmiR-1 15 (final conc.2 u M)X%lM1rZ)b, ^^hn— /VfDRNAX^M 

0.5, 1. 0*3^1^2.0 /z M^X.48^KM3gU miR-U5<DMfa&tt&ffl&%&1K#rl, 
r©S6*f*miR-115©«lS^#bTV Xfc (133) „ 
[0025] [Hi^j4] miR-llS^i^WTl^^^^^^^J 

±IEHJi^l3i:lft|#^J^^. MJ^°iy^XbfcAZ-521^1.2xl0 5 cells/2ml^f^M^: 
6well plate(^#, 24B#^^^RNAi Feet (QIAGEN)#^T'CmiR-115^fc« 
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Luciferase AS(Wk&2 n M) X\2^f^m\Ji. a 
[0026] itt^>(D|taji^{^*Dit^WTl^^/-?^(D^|a^Western Blottf^^ffLfCo lHJiS^MJ^° 
v/^XLPBS^-C2[Ugfe^^, lO^ells/lOO/il^fiJ^-eLaemmieli's SDS sample 

gelatin/TBST-e^P^^LfCo ^tl^rl^Cfet^anti WT1 C-19 Ab (Santa Curz 

Biotechnology 100:l#|R)*fc^anti GAPDH Ab (1000:1»0 hW^-^tzM., ^fl 

•^tL^^J-i-^ALP^g^2^:^:#:^HJS$^:BCIP/NBT kit (^^-f^^fflV ^ 

WT1 ^tFGAPDH^^/^^^t±iLfc 0 
^m^El4^^i- 0 miR-115^a^J:^^JiSrt-e^^>'/^^^?i^^j;<^]$|j 

[0027] [^Jfef?!l5] \MT\(D^m^^\^^m\R-\\b(D9)i^(DmU 
miR-1 15^WTl#M^^AZ-52l|fflJ^(DitMt^f|IJbrV 

WTl^^fUlJ^m$^:f'AZ-521|ffl|^^miR-115-e^taL, WTl^?a^$IJ^l^:^ 

^ffjlJBIi.ffl^bT, CMV^n^- ^#o^|a^<^— pcDNA3.1 (Invitrogen) 
fiWTl 17AA (+) KTS (+) ALfc^^— pcDNAWTlA(+/+)^f^Mbfc 0 AZ-521 
|fflJ^^(DaSAJi vector 2 ,u g£:Fugene6 (Roche)^rfflV^TLipofection Lfc 0 
[0028] AZ-521 &HJ3&^3;^\ 24B#Rf||£^RNAC^ftj£2 n M) ^RNAiFect (QIAGEN)^fflV n 
XMfeXzMX\Jtz. 0 24B#F^^^pcDNA3.1/WTA( +/+)*fcJ2empty vector 2 n g& 

Li P ofectionL72B#r^^ tttv^tuDMjfo&mm^igfeuzo m&wtfebv 

[0029] pcDNA3.1/WTA(+/+)^Abfc?fflJ^^*5V ^Tempty vector^ AUfcrM ^ it 

^x^m \cmiR-ii5mm&mMmu$3^mmtsfrix\, ^ (bis) 0 r tt^co^ 

«miR-115^#MW^WTl^>-^^^(D^^^$lJi-§'^^J:«9AZ-521|HJ^(D±iMt 

[0030] [^ifef?!l6] miR115^ffi^^ia^lJ^b/cmiR115<Z)GFP^^-?^®<Z)^fjilJ 

miRl 15^WTlmRNA(D^M^ WIB^^^UTWTl^>^/^^(D^^^ff!!jb-CV > 

%z.b&mmir%timc GFP^^<D3m£miRii5<D^^jiiftiB^j^AUi 
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fr 

f ^— o 

[0031] *i\ WTljfrjS^Oii&Jt^K^JiSffi&nJfiSC 2072nt - 2088nt, gB^J#^: 1 )COgB 
^J(miR115(?5{KB^6<JBB^J)Sr3|Hllft»53gi-^-y=^DNA , iffz.^<D5*l%\Z£g&htz. 
"&1tM&&Zffl (ia?IJ#^-: 5) ^SlllM'QMi-^-y^DNA^-^tt-ettpEGFP-cS vector 
(BD)<£>ScaI, EcoRnMM^AL-, pEGFP-115TS vector, pEGFP-115mTS vector^r 

mmummx 

#C&£, ZJDZW&fn^Z— (pEGFP-115TS vector, pEGFP-115mTS) SrfMRgg^ 

^Abfc 0 G418?r^t?^iR^^-e2MraW-h^^bfc:^, FACSfi?tff^J;«9EGFP<£r 
MM#&TZBMfctttl^frffliLU£(AGU5TS^ AG1 15mTS) 0 
[0032] 2®ig(Dhuman miRNA, miR-1 15 : 5' -UGAAGCGGAGCUGGAA- 3\ Let7e : 5'- 
UGAGGUAGGAGGUUGUAUAGU -3' ^/$L(Japan Bio Service), EGFP^^i - 
5*HJ&#lcl£*fU microRNA^ia^^f ofc 0 microRNA^Sfi, iff 0 iZ.6 well plated 
Uaj^^r^, §g 0 2 m MO^gCDmiR-115, *3j;t^ Let7e 3rRNAiFect transfection 
reagent ( QIAGEN ) &JBV^^At*5£.£"CfTo;fco 24B#^#^|fflJ^^[nilt2b, ^ 
^^n^h^^j;(9EGFP(Z)^^W^/V^^ftffLfc 0 

•^ai^^ti^h^^f^, ^Cf(D^^rQ^fotz. 0 miR-1 lSfcSV^Sra^hn— /W;LT 
^fflbfc Let7e ^Q^LfcrM^rSDS sample bufferS;Hg#?U ^/^£SDS-PAGE 
^T#8t^, PVDF^^yV>-^fe^bfc 0 l^^^^GFP^ey^n— f-/k^c#:( 

Santa Cruz Biotechnology) , ^GAPDH^#:(Chemicon)£:, 2^#L#:^ALP 
conjugated antimouse tKW- (Santa Cruz Biotechnology) ^ffi V ^"CBCIP-NBT ^r^htd 

[0033] l^_h(Z)M*, miR115^M^^ga^iJ (WTljt^^(D^ih=tK^_h^E17^^( 2072nt 
- 2088nt )(D3[lI#«9jMLia^lJ^#Ab^GFP^<^^— ^AZ-521|BJ§&^H.£-frfc 
AG115TSt(M^:|oV^J2, miR115Ma^J;«9GFP^^N^(D^m^Tb/c^ N 

let7e^ta-e«GFP^^/^^(D^Ji i «^kb^V^^^K^^^ofc 0 miR115^i® 
m^m\(Db^rfM^^^>t'^: \ 5[U#«9jMLfc^lS^J^AbfcGFP-<^^— 
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[0034] ^C^Mt-io-C, WTim^<D^^&?J)^&l^mi-&^b&^%^4?vRUA 
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[1] £kT(D (a) frh (c) (DV >f^^tM^iLTMt5, ^JMWt^Jo 

(b) (a)ORNA^=3— Ki~5DNA 

(c) (b) (DDNA&WA&tlt^i??— 

[3] — ;£#KRNA^ ie^ij#-^- : 2^|B<fe^)i^^ie^J^^^RNA-efe§, ft^ill^^ 

[4] J^T<£> (a) frtb (c) cov ^-r^^^^i:U-C^•Wi-^lfflJ^^bM^J^c«*ffl 

§|RNA 

(b) (a)tf>^Jt§=(RNA£=t— Ki~3DNA 

(c) (b) (DDNA^jfA^tbf^^^— 

ffiiW-efc5 N If j£ijC4^fEgc<Z)|££iJ 0 
[6] — ^RNA^ IS^IJ#-^- : 2^ffii^i&^|E^J/^ib&£RNA-e;fc§, ft ^Il4*f' f± 
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